Supplementary Materials and Methods
TCA precipitation of secreted Killer toxin. Cells were grown to saturation at 30˚C in acidified YPD (pH 4.7) and removed from media by centrifugation. Residual particulates were removed from media using a 0.2 μm filter. Proteins present in the filtrate were precipitated by addition of 100% TCA to a final concentration of 10% (v/v) and incubation at 4˚C for 30 minutes, followed by three acetone washes. The resulting protein pellet was resuspended in 2x SDS-PAGE sample buffer and heated at 100˚C for 10 minutes for analysis by Western blotting. pESC plasmids. The pESC GALpr-NUC1::FLAG HIS3 and pESC GALpr-NUC1-H138A::FLAG HIS3 plasmids were obtained from Frank Madeo (1). Diploid cells were transformed with the plasmids and selected on synthetic complete medium lacking histidine (SC-HIS) with 2%
glucose. For tetrad analysis, diploids were sporulated and tetrads were dissected on SC-HIS with 2% galactose and incubated at 30˚C for 3-4 days before genotyping. For Western blotting, cells carrying the plasmids were incubated overnight at 30˚C in SC-HIS with 2% raffinose to derepress the galactose promoter. The overnight raffinose culture was diluted in SC-HIS with 2% galactose and grown at 30˚C for 6 hours to induce expression; these cells were then harvested for downstream applications. The K⁺ nuc1Δ/+ ski3Δ/+ parent strain was transformed with plasmids carrying galactoseinducible alleles of FLAG-tagged NUC1 and dissected on SC-HIS+gal at 30˚C. Haploids expressing wild-type Nuc1 or Nuc1-H138A were recovered from multiple independent dissections, genotyped, and counted for the data set. The bottom-most column gives the observed segregation frequency and expected segregation frequency (parenthetical) of the genotype of interest.
Strains used: HGY432 and HGY433.
Multiple independent tetrad dissections of porin-NUC1/SKI3 double and triple mutants were assessed for a binary growth/no growth phenotype. The number of haploids of each genotype recovered from dissections of each parental strain is given, with observed segregation frequency (bolded) and expected segregation frequency (bolded, parenthetical) provided below. A dash (-) indicates that no haploids of the given genotype were obtained from dissections of the parent. The rightmost column gives the total number of spores recovered (top). Total number of tetrads analyzed per parent strain (rightmost column, bottom) was used to calculate the observed segregation frequency. Strains used: SCY1, SCY28, SCY73, SCY164, SCY175, and SCY178. 
::HygMX6/ski3Δ::HygMX6
::NatMX6/nuc1Δ::NatMX6 
